Sir, While screening the association of IS1216 with antibiotic resistance genes using primers IS1216F(55) 1 and IS1216_upR (5 0 -CATCGTCATTCCTCCTGCTATC-3 0 ), we found a 4.5 kb product from a tetracycline-resistant Streptococcus dysgalactiae subsp. equisimilis clinical isolate, NTUH-3089. DNA sequencing revealed the presence of the tet(S) gene flanked by IS1216 and other open reading frames (ORFs). Since the tet(S) gene has not been previously reported in this species, we further analysed the presence and the genetic environment of tet(S) in clinical isolates of S. dysgalactiae subsp. equisimilis.
First, we screened the presence of tet(S) by PCR from 188 clinical isolates of tetracycline-resistant S. dysgalactiae subsp. equisimilis that were obtained from 1998 to 2004 at the National Taiwan University Hospital, a 2000-bed teaching hospital in Northern Taiwan. Each isolate was from a different patient. The gene tet(S) was present in 12 isolates. PFGE analysis with ApaI indicated that these 12 tet(S)-carrying isolates represented 6 strains. The presence of tet(M), tet(O), tet(L) and tet(K)
2,3 was also tested in these six strains but none was positive.
In addition, we identified the tet(S) flanking sequences by the long and accurate (LA)-PCR as described previously. 4 Briefly, the digoxigenin-labelled tet(S) amplicon was used as a probe to determine the most suitable restriction enzyme for LA-PCR. After ligating the restriction enzyme-digested DNA fragments with the corresponding cassette adapters, the amplification was performed with cassette primers and target-specific primers. The amplified products were cloned and sequenced. Nucleotide and amino acid sequences were analysed by tools available from the National Center for Biotechnology Information (www.ncbi. nih.gov).
The analysis of tet(S) and its flanking sequences among the six tet(S)-containing strains revealed three types of structure, similar to a fragment located on plasmid pK214 from Lactococcus lactis subsp. lactis 5 ( Figure 1 ). The gene structure and contents of these three types are described below: (i) Type A element (GenBank accession no. EF679789). This type of structure, found in strain NTUH-3089, consists of two terminal insertion sequences (IS1216), the tet(S) gene and two ORFs as revealed by sequence analysis of a 4.5 kb DNA fragment obtained from amplification with primers IS1216F(55) and IS1216_upR ( Figure 1 ). As seen in plasmid pK214 in L. lactis subsp. lactis, a full-length orf27 was located immediately downstream of the tet(S) gene followed by orf26 orientated in the opposite direction. In comparison with pK214, orf25 is absent and orf26 is truncated in NTUH-3089. The sequence between tet(S) and the righthand IS1216 in NTUH-3089 was identical to the corresponding region of pK214, except that a 241 bp deletion was found in the former. Further sequencing of the regions outside of the two IS1216s identified two potential ORFs, ORF1 (378 bp) and ORF2 (801 bp), upstream of the lefthand IS1216. The function of ORF1 is unknown whereas ORF2 is predicted to encode a protein with 49% amino acid identity to a hypothetical protein in Streptococcus agalactiae NEM316 (GenBank accession no. CAD46647). However, the 3 0 -terminal sequence of ORF2 extends into the inverted repeat of the left-hand IS1216.
(ii) Type B element (GenBank accession no. EF682210). The type B element was identified in three strains. Like type A, the type B element also contained a full-length orf27. orf26 was less truncated, and there was a truncated tnpA gene upstream of orf26 ( Figure 1 ). No orf25 was detected. Compared with type A, the length of the region between tet(S) and the right-hand IS1216 is slightly shorter due to a larger deletion (437 bp) in type B. Upstream of the truncated tnpA gene, a putative partial gamma gene (5 0 end is partially sequenced and 3 0 end is truncated) was found. The predicted peptide shows 98% identity (94% DNA sequence identity) to that of the Streptococcus pyogenes plasmid pSM19035 (GenBank accession no. AY357120). A truncated aadE gene (coding for a putative aminoglycoside 6-adenyltansferase) and a reading frame for a putative protein were found downstream of the right-hand IS1216. (iii) Type C element (GenBank accession no. EF682209). Type C was identified in two strains (NTUH-1743 and 8940). It contained full-length orf25, orf26 and orf27. The sequence in the region between tet(S) and the right-hand partial tnpA was mostly conserved, with a 20 bp deletion, compared with the corresponding region in pK214 (Figure 1 ). Both tnpA gene copies in this type were truncated. Upstream of the left-hand truncated tnpA, we found a partially sequenced aadE gene. A 147 bp orfA was identified downstream of the right-hand truncated tnpA. This orfA was predicted to encode a putative ATPase protein sharing 44% amino acid identity with a chromosome segregation ATPase of S. pyogenes MGAS2096 (GenBank accession no. YP_600067).
The nucleotide sequences of the tet(S) genes in these six strains were identical, and were nearly identical to that in pK214 with only a two nucleotide difference (G and C at positions 100 and 101, respectively), resulting in an amino acid exchange of arginine in pK214 versus alanine in S. dysgalactiae subsp. equisimilis. Diversity in the length of IS1216 or the transposase gene was found.
The chromosomal location of the tet(S) element in these strains was shown by hybridization of I-CeuI digested DNA with a 16S rRNA gene probe and the tet(S) probe. The bands recognized by the tet(S) probe were also recognized by the 16S rRNA probe and thus suggested a chromosomal location. The nucleotide sequences of the three types of tet(S)-containing structure were deposited in GenBank with accession nos EF679789, EF682210 and EF682209.
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None to declare. Intercontinental travels of patients and dissemination of plasmid-mediated carbapenemase KPC-3 associated with OXA-9 and TEM-1 Sir, Among b-lactam antibiotics, carbapenems are those that have the highest stability towards the hydrolytic activity of most of the innate natural and acquired extended-spectrum b-lactamases prevalent within bacterial species involved in clinical practice. However, emergence of acquired carbapenem-hydrolysing b-lactamases, i.e. carbapenemases, which were first recognized in the early 1990s in some isolates of opportunistic Gram-negative bacilli, has been increasingly reported from various parts of the world during the last decade.
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1 Carbapenem-hydrolysing b-lactamases can be metallo-b-lactamases, expanded-spectrum oxacillinases or Ambler class A enzymes.
1,2 KPC b-lactamases are class A carbapenemases, which were first detected in 2001 in a Klebsiella pneumoniae isolate from North Carolina. A 31-year-old man was admitted to the intensive care unit of the Institut Gustave-Roussy in November 2005 with sepsis related to intra-abdominal suppuration. The patient had previously undergone a total gastrectomy for intractable gastric bleeding episodes during a trip to New York and had stayed for 3 weeks in the intensive care unit of a local hospital. Blood cultures taken at admission in our hospital yielded a K. pneumoniae isolate fully susceptible to antimicrobial agents usually active against this species. Specimens taken during subsequent surgical debridement of abdominal abscesses yielded an Enterobacter cloacae isolate resistant to all b-lactam antibiotics including imipenem (Table 1) , aminoglycosides, sulphonamides and fluoroquinolones and an Enterococcus faecium isolate resistant to ampicillin and vancomycin, and which carried the vanA gene (detected by PCR).
A double disc diffusion assay with imipenem and amoxicillin/ clavulanate discs showed a small increase in imipenem activity against the E. cloacae isolate, whereas no synergistic effect was observed with EDTA (data not shown), thus excluding the presence of a metallo-b-lactamase. Using ceftazidime (2 mg/L)/ sodium azide (400 mg/L) as selective agent and azide-resistant Escherichia coli C600 as recipient strain, a conjugative experiment was performed. It allowed the transfer en bloc of resistance to b-lactam antibiotics including imipenem (Table 1) , aminoglycosides and sulphonamides. Plasmid analysis showed that both the clinical and the transconjugant strains carried a unique plasmid, more than 126 kb in size.
The gene encoding for KPC b-lactamase was detected by PCR in both the donor and recipient strains. Sequencing of the amplified fragment showed it to display 100% identity with bla KPC-3 (GenBank accession number AF395881). PCR amplification with specific primers and sequencing analysis showed that both the clinical isolate and the transconjugant carried bla TEM-1 .
The genetic environment of these b-lactamase-encoding genes was further investigated using a cloning approach. Total DNA of the transconjugant strain was partially digested with the endonuclease Sau3A, and fragments were ligated into a pACYC184 vector (Fermentas, St Rémy Les Chevreuse, France) before transformation of the recipient strain, E. coli DH10B. By selection on medium supplemented with ceftazidime (2 mg/L),
